A direct immunofluorescent antibody test (DIF) was developed for the rapid diagnosis of melioidosis, a potentially fatal infection caused by Pseudomonas pseudomallei. In a clinical evaluation of 369 sputum, pus, or urine specimens from 272 patients with suspected melioidosis, the DIF had a sensitivity of 73% and a specificity of 99% compared with culture. Using this DIF, a confident diagnosis of melioidosis can now be made within two hours of admission to hospital, compared with the delay of two to four days required for culture results. Consequent early institution of specific antimicrobial therapy may help to save lives.
Pseudomonas pseudomallei is an important human and animal pathogen in Southeast Asia and northern Australia. ' (FITC) . In summary, the IgG was diluted in carbonate buffer at pH 9-2, FITC (5 mg/ml) was added in a 20:1 molar ratio and the mixture was left in the dark at room temperature for one hour. Unbound FITC was removed by filtration through Sephadex G25. Conjugate fractions were pooled and stored at 4°C in phosphate buffered saline (PBS) containing 33% glycerol and 0-02% thiomersal. DIF 
METHOD
Air dried smears were fixed in methanol for 30 seconds. The slides were flooded with blocking buffer (PBS with 3% bovine serum albumin and 3% normal rabbit serum), incubated at room temperature for 30 minutes and rinsed with PBS. They were then flooded with a 1:400 dilution (in blocking buffer) of the conjugate, incubated at room temperature for 1 hour in the dark, and finally washed in PBS for 15 minutes before drying on a hotplate. After mounting in buffered glycerol (pH 9), the slides were examined by incident light fluorescence, using a x 100 oil immersion lens. A positive result was observed when the periphery of the bacilli showed strong apple-green fluorescence. A known positive control slide was included in each batch of tests. In the clinical study, Ps pseudomallei was isolated from 150 of 369 clinical specimens. One hundred and twelve were positive by DIF (table 2); two of these were false positives and 110 were true positives, giving an overall sensitivity of 73% compared with culture, with a specificity of 99%. The false positives both occurred in sputum specimens: one subsequently grew Ps aeruginosa and the other Ps cepacia. Broth cultures of each organism were retested by DIF, but were consistently negative. Ps pseudomallei could not be isolated from any specimen from either patient. The positive and negative predictive values of DIF were 98% and 85%, respectively. Gram negative rods were seen in 203 (55%) specimens: 105 were negative by DIF and culture, two gave false positive fluorescence, and four specimens were DIF negative but subsequently grew Ps pseudomallei. Of these four, three specimens had a heavy growth of coliforms, while the fourth was cultured on selective media alone, so the presence of other organisms could not be determined. Of rapid diagnosis of melioidosis.
Immunofluorescence microscopy for the 
